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Bone fractures represent an enormous societal and economic burden as one of the
most prevalent causes of disability worldwide. Each year, nearly 15 million people are
affected by fractures in the United States alone. Data indicate that the blood supply is
critical for fracture healing; as data indicate that concomitant bone and vascular injury
are major risk factors for non-union. However, the various role(s) that the vasculature
plays remains speculative. Fracture stabilization dictates stem cell fate choices during
repair. In stabilized fractures stem cells differentiate directly into osteoblasts and heal the
injury by intramembranous ossification. In contrast, in non-stable fractures stem cells
differentiate into chondrocytes and the bone heals through endochondral ossification,
where a cartilage template transforms into bone as the chondrocytes transform into
osteoblasts. One suggested role of the vasculature has been to participate in the
stem cell fate decisions due to delivery of oxygen. In stable fractures, the blood
vessels are thought to remain intact and promote osteogenesis, while in non-stable
fractures, continual disruption of the vasculature creates hypoxia that favors formation
of cartilage, which is avascular. However, recent data suggests that non-stable fractures
are more vascularized than stable fractures, that oxygen does not appear associated
with differentiation of stem cells into chondrocytes and osteoblasts, that cartilage is not
hypoxic, and that oxygen, not sustained hypoxia, is required for angiogenesis. These
unexpected results, which contrast other published studies, are indicative of the need
to better understand the complex, spatio-temporal regulation of vascularization and
oxygenation in fracture healing. This work has also revealed that oxygen, along with the
promotion of angiogenesis, may be novel adjuvants that can stimulate healing in select
patient populations.
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INTRODUCTION
Ischemia, the restriction of blood supply to tissues, leads to
hypoxic and nutrient-deficient environments and results in
decreased cellular metabolism and proper tissue functioning,
including reduced fracture repair (Lu et al., 2007; Miedel et al.,
2013). Although many of the mechanisms regarding ischemia’s
inhibitory effect on wound healing remain unknown, preclinical
and clinical experiments have been conducted to analyze the role
of vasculature in fracture healing. The literature overwhelmingly
supports the critical role of blood supply in the complex process
of skeletal regeneration.
Musculoskeletal disorders—any injury or disorder that affects
the muscles, bones, and joints —are the second leading cause of
disability worldwide with the fourth greatest impact on overall
health (Woolf and Pfleger, 2003). Within the United States alone,
musculoskeletal disorders currently affect half of all adults and
75% of people over 65. With each passing year, these conditions
only become more of a burden as the population ages (Weinstein
et al., 2014). In particular, as the lifespan of the average American
increases with improvements in healthcare, nutrition, and living
conditions, rates of osteoporosis and osteoarthritis in the elderly
are increasing rapidly, leading to a dramatic rise in the number
of geriatric fractures. Each year, fractures affect 15 of every 1,000
people worldwide and occur at rates of 15 million fractures per
year in theUS. Of these 15million fractures, an estimated 10–15%
will not heal properly (Einhorn, 1995).
Fracture treatment is associated with an enormous societal
burden secondary to direct and indirect recovery costs. In 2010,
trauma surpassed cardiovascular disease as the leading healthcare
cost burden in the US, accruing $21 billion a year in trauma-
related visits to medical facilities and accounting for 6.6% of
the total cost of hospital care in the US (Allison Russo et al.,
2004). Costs of these direct treatments represent only 20% of the
economic burden of trauma-related injuries. The remaining 80%
is due to the indirect costs of productivity loss, as approximately
half of all individuals suffering fractures do not return to work
within the first 6 months of recovery (Kanakaris and Giannoudis,
2007).
Impaired healing exacerbates the economic burden of
fracture-related conditions, particularly in instances of non-
union. In the US alone, nearly 100,000 non-union cases—
fractures characterized by failure to heal within 9 months post-
injury, and lack of progress toward union, as demonstrated by
radiogram, within 3 months—are treated each year, with each
patient accruing an estimated $11,333 in direct and indirect
costs (Dickson et al., 1995). In 1994, a report demonstrated
that ∼$14.6 million is spent annually to treat delayed union—
failure to achieve union by 6 months post-injury—and non-
union fractures (Kanakaris and Giannoudis, 2007). This colossal
economic burden imposed on the United States health care
system motivates our need to better understand the various
factors responsible for impaired fracture healing and to develop
more effective treatments.
Evidence suggests that compromised vascularity is a leading
cause of non-union conditions, making the treatment of ischemic
fractures a viable target to reduce US healthcare spending.
Approximately 46% of fracture patients with accompanying
vascular injuries experience impaired bone healing, which
is significantly higher than the average 10% non-union
rate (Dickson et al., 1995). In cases with vascular-related
comorbidities such as diabetic angiopathy and trauma-related
extensive soft tissue damage, blood flow is often compromised
at the site of the fracture, thereby impeding the comprehensive
vascular response necessary for proper bone regeneration and
highlighting ischemia as a primary risk factor.
CLINICAL RELEVANCE
Although the effect of ischemia on fracture healing and the
mechanism of bone regeneration under hypoxic conditions has
been studied in murine models, this work has yet to be translated
to in vivo human studies. Few clinical studies have addressed the
role of ischemia in fracture repair. Dickson et al. retrospectively
evaluated the prognosis of healing as a function of arterial injury
in tibial fractures and found that open tibia fracture patients
presenting with arterial occlusion have a significantly higher
rate of delayed union and non-union (Dickson et al., 1994).
Avany et al. demonstrated a 50% incidence of arterial occlusion
among tibial non-union patients (Arany et al., 1980), and Dietz
et al. reported that tibial non-unions in chronically ischemic
limbs healed after the arterial supply was restored to normal
(Deitz et al., 1989). These three clinical studies illustrate a clear
correlation between a lack of blood supply to injured tissue and
impaired fracture healing as a result. Impaired healing of diabetic
foot ulcers serves as another example of the importance of
vascularization and oxygenation in wound healing. Diabetic foot
ulcers occur in 15% of all diabetic patients and are accompanied
by prolonged hypoxia and inadequate angiogenesis. Decreased
wound vascularization associated with diabetic foot ulcers is
associated with impairedmobilization and homing of endothelial
progenitor cells (EPCs), and a decrease in VEGF levels (reviewed
in: Guo and Dipietro, 2010). Studies demonstrate that the
mobilization of EPCs to diabetic foot ulcers in patients is
reversible through treatment with moderate hyperoxia, which
suggests that ischemia induced by prolonged hypoxia contributes
to compromised healing. (Liu and Velazquez, 2008)
Clinical analyses of healing rates for patients with impaired
vascularization supports the importance of adequate blood
supply during fracture healing. Within a population free of
chronic disease, the risk of non-union ranges from 10 to 15%
(Einhorn, 1995). This figure is increased to nearly 50% when
fractures are accompanied by impaired vasculature (Dickson
et al., 1994, 1995). Several non-traumatic risk factors are
associated with vasculature disease that may also contribute to
an increased incidence of delayed union and non-union (Buza
and Einhorn, 2016). Diabetics experience approximately two to
three times longer fracture healing than non-diabetic patients
(Mehta et al., 2010), and diabetes is associated with decreased
angiogenesis (Abaci et al., 1999; Galiano et al., 2004). A higher
proportion of fractures in smokers result in non-union or delayed
union compared to non-smokers (Castillo et al., 2005); one
study has shown that tibial healing times were 62% longer
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in smokers compared to non-smokers (Schmitz et al., 1999).
Cigarette smoking has long been associated with cardiovascular
disease (Benowitz and Burbank, 2016) and defective angiogenesis
(Ejaz and Lim, 2005), but nicotine has also been shown to have
angiogenic activities (Heeschen et al., 2001). No definitive studies
examining the effect of smoking or nicotine on angiogenesis after
fracture have been performed to date. Elderly patients heal more
slowly than young adult patients (Green et al., 2005), and research
has shown that angiogenesis is delayed during fracture healing
in older animals (Lu et al., 2008a). As evident by these findings,
many patient populations are at risk for compromised fracture
healing.
ROLE OF VASCULATURE DURING
FRACTURE HEALING
While clinical studies clearly demonstrate the necessity of the
vasculature for efficient healing, the specific role(s) that the
vasculature plays is unknown. Long bone fractures are almost
always accompanied by vascular disruption in the surrounding
soft tissues, creating a hematoma around the fracture site.
Interestingly, the blood vessels that couple angiogenesis and
osteogenesis appear to be unique (Kusumbe et al., 2014). The
vasculature serves at least two important functions during
fracture repair: delivery of nutrients to the damaged tissue, and
transport of cells to the healing fracture site. Blood vessels provide
oxygen and nutrients to the site of injury that are necessary for
cell survival. Additionally, the blood supply is also a route for
inflammatory cells and other cell types that are recruited from
systemic sources to the fracture site. Vasculaturemay also provide
important signals that help regulate the process of bone fracture
repair (Bahney et al., 2015; Hu et al., 2017).
EFFECT OF OXYGEN LEVELS ON STEM
CELL DIFFERENTIATION DURING
FRACTURE HEALING
Mechanical stability is associated with the mode of healing at
the fracture site (Carter and Giori, 1991; Claes and Heigele,
1999). Rigidly stabilized fractures heal through intramembranous
ossification (Willenegger et al., 1971; Le et al., 2001), a process
in which stem cells located in the periosteum and endosteum
differentiate directly into osteoblasts that form bone directly
(Thompson et al., 2002; Colnot, 2008). In contrast, fractures that
are not rigidly stabilized heal primarily through endochondral
ossification with a small amount of direct bone formation
in the periosteum and endosteum (Probst and Spiegel, 1997;
Hankemeier et al., 2001). During endochondral ossification stem
cells differentiate into chondrocytes, which then transform into
osteoblasts to form the new bone. Clinically, most fractures in
humans heal through a combination of intramembranous and
endochondral ossification (Urist and Johnson, 1943; Hak et al.,
2014).
The differences in vascularity between bone and cartilage
may provide some insight into these two different mechanisms
of fracture healing: bone is a highly vascularized tissue, while
cartilage is completely devoid of blood vessels. Therefore, one
possibility is that in a stabilized environment the blood supply
is more intact than in a non-stable environment, and this favors
direct bone formation. In contrast, in non-stable environments
disruption to the blood supply may favor chondrogenesis due to
localized hypoxia (Probst and Spiegel, 1997; Malda et al., 2003),
which leads to a large cartilage callus that eventually transforms
to bone as the vasculature invades. This idea is supported
by observations that chondrogenesis of articular chondrocytes
proceeds in vitro much more efficiently in cultures that have
reduced oxygen levels (Murphy and Polak, 2004), suggesting that
oxygen levels may play a role in differentiation of chondrocytes
and osteoblasts.
While the data on the effects of oxygen on skeletogenic
stem cells is still in flux (selected work is shown in Table 1),
that concerning vascular stem cells is not. Differentiation of
vascular stem cells after injury occurs at the site of injury
and in proportion to the concentration of oxygen. However,
other conditions must be satisfied: lactate must be elevated
and pH must be depressed. These conditions are met largely
by inflammatory cells that have been stimulated by the injury,
the initial hypoxia, and the elevated aerobic production of
lactate (Trabold et al., 2003; Vander Heiden et al., 2009). It is
likely that once the process is initiated, the effect of oxygen
may be to stimulate lactate production, or at least not lower
it until inflammation begins to resolve (Trabold et al., 2003;
Vander Heiden et al., 2009). Continued movement and re-
injury is therefore expected to enhance the angiogenic response
to unstable fractures. Interestingly, the hyperplastic effect of
carefully controlled traction may or may not fit this assumption.
To address the role of the vasculature and oxygenation during
fracture healing, we performed a series of experiments to examine
the relationship among mechanical stability, vascularization,
oxygenation, and stem cell differentiation into chondrocytes
and osteoblasts during fracture healing in mice. While tissue
oxygen levels during fracture healing have been measured by
other investigators in the past (e.g., Brighton and Krebs, 1972
and Table 1), the methods relied on placement of microprobes
to measure oxygen levels (Brighton et al., 1971). This approach
provides excellent detection methods at a single time point
and location, but does not allow repeated measures at the
same location. In our work, we used Electron Paramagnetic
Spectroscopy (EPR) to measure oxygen levels (Khan et al., 2007).
In this method, electron paramagnetic particles are implanted
into the fracture site and the amount of oxygen interacting
with the surface of the particle is measured via EPR. Repeated
measurements can be taken on the same animal from the
same location, and using histology, the position of the oxygen
measurement within the fracture site can be determined.
Using this approach, we determined that oxygen levels did not
differ between non-stabilized and stabilized fractures. There was
an initial reduction in oxygen to hypoxic levels in both fracture
groups, which rebounded within 24 h, and no differences in
oxygen levels were apparent between groups by day 3. Further,
we observed an increased vascular supply in the lower limb
of animals with non-stabilized fractures compared to uninjured
tibiae and stabilized fractures at early time points (Lu et al.,
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2011), which confirms results of earlier studies in large animals
(Claes et al., 2002). These observations are in contrast to the
prediction that mechanical instability would lead to disruptions
to the vasculature supply and reduced oxygen levels, and others
have observed decreased vascularity in non-stabilized fractures
when observed several weeks post-injury (Lienau et al., 2005).
We also examined localized oxygen levels in order to
determine the relationship between oxygen levels at early time
points and tissue formation later. Using EPR, we measured
tissue oxygen levels prior to and during stem cell differentiation,
and then by histology determined the location of the electron
paramagnetic particles to relate oxygen levels to tissue formation.
Again, we observed an initial decrease in oxygen levels that
rebounded quickly; however, we did not observe consistent
relationships between levels of oxygen and formation of cartilage
or bone. These results suggest that oxygen levels do not direct
differentiation of stem cells into chondrocytes and osteoblasts
that cartilage comprising the fracture callus is well perfused,
which agrees with work showing that the living growth plate in
mice is also well perfused (Farnum et al., 2006).
In addition to the descriptive work outlined above, we
manipulated oxygen levels experimentally by creating either an
ischemic, or altered oxygen environment, and assessing healing.
To create an ischemic environment, we removed the femoral
artery of mice and observed that healing was significantly
affected. We observed delayed healing and decreased bone and
cartilage formation in non-stabilized fractures, and delayed bone
formation in stabilized fractures. However, we did not observe
a shift in the differentiation of stem cells into chondrocytes and
osteoblasts (Lu et al., 2007). Since ischemia does not address
the role of oxygen in isolation, we altered systemic oxygen
levels by placing animals in hypoxic and hyperoxic chambers
during the healing period. Chronic hypoxia delayed healing. This
has been observed previously (Heppenstall et al., 1976), and is
also predicted using computer modeling approaches (OReilly
et al., 2016). We did not observe a change in differentiation of
osteoblasts and chondrocytes in response to altered oxygen levels.
Stabilized fractures healed via intramembranous ossification,
and non-stabilized fractures healed primarily by endochondral
ossification, independent of the level of inspired oxygen. From
these experiments, we concluded that oxygen levels were
important for fracture healing generally. Indeed, others have
shown that transient hypoxia may actually stimulate fracture
repair (Muinos-Lopez et al., 2016).
However, in our work, oxygen was not associated with
directing differentiation of osteoblasts and chondrocytes during
bone healing.
Other studies have led to different conclusions. Mice that
lack thrombospondin-2 (TSP2), an anti-angiogenic matricellular
protein, have increased vascularity and an increase in the
proportion of bone to cartilage during fracture healing. Similarly,
delivery of TSP2 decreases vascularity and decreases the ratio
of bone to cartilage during fracture healing (Taylor et al.,
2009; Burke et al., 2013). In silico modeling studies have also
suggested that mechanical stress combined with oxygen levels act
together to regulate osteoblast and chondrocyte differentiation
(Carlier et al., 2015; OReilly et al., 2016). The reasons for these
discrepancies are unknown, but warrant further study. Local
oxygen gradients may be more important than the absolute level
of tissue oxygenation during fracture healing, as was observed
for vascular repair (Knighton et al., 1981). However, assessing
oxygen gradients in vivo is difficult.
OXYGEN CAN STIMULATE BONE HEALING
Given the importance of the blood supply for bone healing,
and the increased risk that vascular injury imposes on fracture
healing, developing therapies to overcome ischemic insult may
provide novel therapies to stimulate repair. One approach is to
treat the ischemia directly by increasing the amount of inspired
oxygen in order to increase the local tissue oxygenation levels
(Lu et al., 2008b). When animals with fracture and ischemia are
housed in hyperoxic chambers, healing was improved compared
to normoxic controls (Lu et al., 2013). Furthermore, inspiration
of 100% oxygen stimulated healing in animals with a combined
lung injury and bone fracture (Kemmler et al., 2015), and
hyperbaric oxygen stimulates repair of critical sized defects
treated with autologous bone grafts (Grassmann et al., 2015).
These observations suggest that increasing inspired oxygen in
patients may aid fracture healing, but more work is required
to understand safety concerns regarding the potential effect of
increased reactive oxygen species (e.g., Gokturk et al., 1995).
Interestingly, hyperoxic animals had significantly more
vasculature than animals housed in hypoxic conditions. While
this agrees with previous work on the role of hyperoxia and
angiogenesis (Hopf et al., 2005; Grassmann et al., 2015), in
general, this is contrary to the notion that hypoxia stimulates
angiogenesis by stabilizing Hypoxia inducible factor 1α (HIF1α),
which increases expression of Vascular Endothelial Growth
Factor (VEGF; reviewed in: Fong, 2009). Stabilization of
HIF1α leads to increased expression of VEGF during fracture
healing (Shen et al., 2009), but this is not necessarily due to
hypoxia. Lactate inhibits activity of the prolyl hydroxylases that
mark HIF1α for degradation by the proteasome, and lactate
is produced by aerobic respiration in wound beds (Ghani
et al., 2004; Hunt et al., 2007), including the fracture site
(Lu et al., 2013). This aerobically-derived lactate is able to
induce angiogenesis by induction of VEGF expression in well-
oxygenated environments (Hunt et al., 2007). Hence, while
hypoxia is able to induce VEGF expression and angiogenesis
(Fong, 2009), the same degree of sustained hypoxia can inhibit
angiogenesis (Hopf et al., 2005) due in part to failure of the
basement membrane to form around new blood vessel sprouts
(Hunt et al., 2007; Figure 1).
Modulating angiogenesis using biochemical signals is also
a potentially valuable avenue to pursue (Carano and Filvaroff,
2003). Thrombospondins (TSP1 and TSP2) are matricellular
proteins that inhibit angiogenesis. Genetic removal of TSP2
leads to increased angiogenesis after injury and rapid tissue
healing (Kyriakides et al., 1999; Krady et al., 2008). During
healing of ischemic fractures, removal of TSP2 led to better
healing that was accompanied by increased vascularity (Miedel
et al., 2013). Similar outcomes have been observed after blocking
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FIGURE 1 | Effect of Oxygen Levels on Angiogenesis after Fracture. After bone fracture, lactate, produced by aerobic metabolism, stabilizes HIF1α and leads to
up-regulation of VEGF. In hypoxic conditions endothelial cells (ECs, round circles) respond to VEGF, proliferate and form tubes. However, collagen (red bars) does not
assemble and the vascular sprouts disintegrate. In the presence of oxygen, the collagen forms cross-links and the basement membrane stabilizes the newly formed
angiogenic sprouts and angiogenesis proceeds (red lines). In hyperoxic conditions this process is amplified and angiogenesis is more robust.
Tsp1 activity (Isenberg et al., 2008) and blocking the TSP
receptor, CD47, suggesting that this signaling pathway may be
a good target for stimulating repair in patients with concomitant
ischemia.
CONCLUSION
Ischemia impairs fracture healing, which contributes to a
significant number of complications in fracture patients, and
accrues a large societal cost burden. Very few clinical studies
evaluating the consequences and underlying mechanisms of
prolonged hypoxia and a lack of vascularization on fracture
repair have been conducted, but recent preclinical studies have
isolated the effects of ischemia on stem cell differentiation
and fracture healing. In contrast to opinion, oxygen levels
do not appear associated with stem cell differentiation into
chondrocytes and osteoblasts, and oxygen is required for robust
angiogenesis during fracture healing. However, work by others
shows that low oxygen is an important driver of chondrogenesis
during fracture healing (Meyer et al., 2010) and may direct
chondrogenesis during development (Hirao et al., 2006). These
contradictory outcomes suggest that the role of oxygen in stem
cell differentiation requires further study. Results from this new
work may lead to novel therapies to stimulate fracture healing
in patients with ischemia based on oxygen delivery (Yang et al.,
2013; Koga et al., 2014) and angiogenic agents. However, further
research is needed to determine the effective time-course of
oxygen treatment, as well as the specific cellular processes that
are affected by oxygen levels.
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